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Four of six adhesin-encoding genes (lpfA, paa, iha, and toxB) from Shiga toxin-producing Escherichia coli
strains were detected in typical and atypical enteropathogenic E. coli (EPEC) strains of various serotypes.
Although the most prevalent gene was lpfA in both groups, paa was the only potential diarrhea-associated gene
in atypical EPEC.
The enteropathogenic Escherichia coli (EPEC) pathotype is
subdivided into typical EPEC (tEPEC), which carries the large
virulence EPEC adherence factor (EAF) plasmid (pEAF), and
atypical EPEC (aEPEC), which lacks this plasmid (14). The
pEAF encodes the bundle-forming pilus (BFP), which medi-
ates a localized adherence (LA) pattern on HeLa/HEp-2 cells
(13).
Both EPEC subgroups produce attaching and effacing (A/E)
lesions on enterocytes, a phenotype associated with the chro-
mosomal pathogenicity island termed the locus of enterocyte
effacement (LEE). Intimin is an outer membrane protein en-
coded by the eae gene and is the fundamental LEE-encoded
adhesin determining establishment of A/E lesions (reviewed in
reference 13).
The LEE is also found in enterohemorrhagic E. coli
(EHEC), a subgroup of the Shiga toxin-producing E. coli
(STEC) pathotype (19). Various additional adhesins have been
described in STEC, including Saa (STEC autoagglutinating
adhesin) in LEE-negative STEC strains (18); Paa (porcine
A/E-associated adhesin), involved in the initial adherence of
porcine EPEC strains (4); Lpf (long polar fimbriae), an adhe-
sin found in EHEC and other pathogenic E. coli (26, 27); ToxB
(EHEC pO157 plasmid-encoded protein), which is involved in
adherence of EHEC O157:H7 (24); Iha (IrgA homologue ad-
hesin), an adhesin similar to Vibrio cholerae IrgA (23); and
EspP (extracellular serine protease), which contributes to bo-
vine intestinal colonization (9).
aEPEC strains are a highly heterogeneous group, with many
strains presenting an assorted repertoire of virulence genes
from various E. coli pathotypes (8, 11, 20, 25, 30). Interestingly,
aEPEC strains carrying certain virulence genes or specific com-
binations are significantly associated with diarrheal disease (2,
11, 20, 21, 30). There is evidence indicating that some aEPEC
strains are in fact tEPEC or EHEC strains, which spontane-
ously lost either pEAF or the Shiga toxin-encoding genes (stx
genes) (28). Furthermore, some comparative studies of the
aEPEC genome have shown a closer relationship with EHEC
than with tEPEC (16, 28), and others have shown that some
clonal aEPEC groups are not related to any of these patho-
types (25).
In previous studies, we have searched for a number of E. coli
adhesin-encoding genes in our EPEC collection, including the
STEC efa1/lifA gene, but none of them were prevalent (11, 29,
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TABLE 1. Adherence patterns and FAS test results from 100
aEPEC strains isolated from 73 patients and 27 controls
Phenotypic
characteristica
No. (%) of strains from:
Patients Controls Total
LAL 60 (82.2) 19 (70.4) 79 (79.0)
FAS 55 (75.3)b 14 (51.8)b 69 (69.0)
FAS 5 (6.8) 5 (18.5) 10 (10.0)
LAL/AA 3 (4.1) 0 3 (3.0)
FAS 3 (4.1) 0 3 (3.0)
FAS 0 0 0
AA 3 (4.1) 1 (3.7) 4 (4.0)
FAS 2 (2.7) 1 (3.7) 3 (3.0)
FAS 1 (1.3) 0 1 (1.0)
DA 2 (2.7) 4 (14.8) 6 (6.0)
FAS 2 (2.7) 2 (7.4) 4 (4.0)
FAS 0 2 (7.4) 2 (2.0)
NC 3 (4.1) 2 (7.4) 5 (5.0)
FAS 2 (2.7) 2 (7.4) 4 (4.0)
FAS 1 (1.3) 0 1 (1.0)
NA 1 (1.3) 1 (3.7) 2 (2.0)
D 1 (1.3) 0 1 (1.0)
a FAS, fluorescent actin staining; LAL, localized adherence-like; AA, aggre-
gative adherence; DA, diffuse adherence; NC, noncharacteristic adherence; NA,
nonadherent; D, cell detachment.
b Difference was statistically significant (P  0.0302).
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30). Therefore, we aimed at investigating the prevalence of six
other STEC adhesin-encoding genes and their potential asso-
ciation with diarrhea in aEPEC strains and compared them
with those of tEPEC strains.
We examined a total of 146 E. coli strains, which were
isolated from 113 diarrheic and 33 nondiarrheic children and
adults in Brazil. The strains were characterized as EPEC based
on the presence of the eae and absence of the stx genes (14).
TABLE 2. Prevalence of STEC adhesin-encoding genes in tEPEC and aEPEC strains from patients and controls
Adherence gene
No. (%) of strains:
aEPECa tEPECb
Patients Controls Total Patients Controls Total
lpfA 43 (58.9) 16 (59.3) 59 (59.0) 20 (50.0) 4 (66.7) 24 (52.2)
paa 35 (48.0)c 7 (25.9)c 42 (42.0)d 6 (15.0) 0 6 (13.0)d
iha 22 (30.1) 7 (25.9) 29 (29.0)e 3 (7.5) 1 (16.7) 4 (8.7)e
toxB 4 (5.5) 2 (7.4) 6 (6.0) 1 (2.5) 1 (16.7) 2 (4.35)
espP 3 (4.1) 0 3 (3.0) 0 0 0
saa 0 0 0 0 0 0
None 7 (9.6) 8 (29.6) 15 (15.0) 17 (42.5) 1 (16.6) 18 (39.1)
a The numbers of aEPEC strains studied were 73 from patients and 27 from controls.
b The numbers of tEPEC strains studied were 40 from patients and 6 from controls.
c P  0.067.
d P  0.0005.
e P  0.0058.
TABLE 3. Distribution of STEC adhesin-encoding genes among aEPEC strains of distinct serotypes
Serotype No. ofstrains
STEC adhesin-encoding
gene(s)
lpfA1
type
lpfA2
type Serotype
No. of
strains
STEC adhesin-encoding
gene(s)
lpfA1
type
lpfA2
type
O2ab:H45 1 paa 1 O177:H 1
O11:H2 1 2 1 NT:H 3 iha 1
O11:H16 1 1
O16:H 1 iha 1 toxB, iha
O19:H 1 iha 1 1c espP
O26:H 1 2 1 1 2 1
3 paa 2 1 1 paa 1
1 iha 1 iha 1
1a iha, paa, espP 2 1 NT:H2 1 iha
O34:H 1 paa 2 1 NT:H7 1b toxB 1
1 iha 2 1 NT:H8 1
O39:H 1b toxB, paa 1b 1
O49:H 1 iha 1 1b paa 2 1
O49:H10 1b toxB, paa 1 2 1
O51:H 1 iha, paa 2 1 1 1
O55:H7 6 paa 3 2 NT:H9 1 iha
1 paa 3 NT:H11 1
O63:H6 2 paa 1 iha 1
O85:H 1 iha 1 NT:H19 1 2 1
O93:H 1 iha, paa 2 1 NT:H25 1 2 1
O98:H8 1 iha, paa 1 NT:H29,31 1
O101:H33 1 NT:H33 1b
1 iha NT:H34 1 1
O109:H9 1 iha 1 1 iha
O111:H9 1 1 paa
1 iha 1 NT:H38 1 1
O119:H2 7b paa 2 NT:H40 1
O123:H19 1 2 1 NT:H40,43 1 1
O124:H40 1 1 1
O125:H6 2 NT:H46 1 paa 1
O128:H2 4 paa NT:NT 1b paa, toxB
O132:H8 2b paa 2 1 1b paa 1 1
O145:H 1 paa R:H 1 1 1
O145:H34 1 iha, paa 1c iha, paa, espP 2 1
O154:H9 1 iha 1 R:H11 1
O157:H 2 iha R:H28 1 1
O157:H16 2 R:H33 1 iha
O160:H19 1 2 1 R:H40 1b
O162:H 1 toxB, iha
a Strain carrying ehxA and katP genes.
b bfpA-positive strains lacking BFP production.
c Strain carrying ehxA gene.
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Further classification as tEPEC or aEPEC was achieved by
confirming BFP production by immunoblotting and by check-
ing the bfpA-positive strains for their ability to produce LA on
HeLa cells (after 3 h of incubation) (28). Strains lacking bfpA
or carrying bfpA but lacking BFP production and showing an
adherence pattern distinct from LA were classified as aEPEC
(1, 12, 28). The aEPEC adherence patterns were defined after
longer incubation periods (6 h) on HeLa cells (Table 1). The
ability of all adherent strains to promote actin accumulation
was evaluated by the fluorescent actin staining (FAS) test on
HeLa cells (15). While all tEPEC strains were FAS positive
(FAS) (data not shown), this property was detected in only
83% of the aEPEC strains isolated from patients and control
subjects (Table 1). Interestingly, none of the aEPEC adher-
ence patterns were associated with diarrhea, but FAS strains
producing the LA-like (LAL) pattern were statistically associ-
ated with diarrhea.
The presence of five STEC adhesin-encoding genes (espP,
toxB, saa, iha, and paa) was examined by colony hybridization
under stringent conditions, using as probes fragments of these
genes obtained by PCR (3, 4, 6, 17, 22) and labeled with
[32P]dCTP. The presence of different lpfA alleles was investi-
gated by PCR using primers and conditions previously de-
scribed (26). Data were analyzed by two-tailed Fisher’s exact
test, and P values of 0.05 were considered statistically signif-
icant.
The lpfA genes were the most prevalent, followed by paa,
iha, and toxB in both EPEC groups (Table 2). The paa and iha
genes were significantly more frequent in aEPEC than in
tEPEC strains, while espP was only found in three aEPEC
strains, and saa was not detected (Table 2).
None of the adhesin-encoding genes were associated with
diarrhea in both EPEC groups, but paa was more frequently
found in aEPEC isolates from patients compared with isolates
from controls, with this difference reflecting a trend to be
statistically significant (Table 2). The association of paa with
diarrhea has been previously observed in aEPEC isolates from
Norwegian and Brazilian children (2, 21), but those studies did
not examine tEPEC isolates.
Different combinations of the genes studied were found among
diverse aEPEC and tEPEC serotypes (Tables 3 and 4). The dis-
tribution of lpfA in tEPEC agreed with our previous study (26);
however, this is the first description of isolates lpfA1-1 allele
positive and lpfA2 negative in serotype O142:H34 (Table 4).
From the 100 aEPEC strains analyzed, 41 lack both lpfA al-
leles. Of the remaining 59 lpfA-positive strains, 20 contained
the combination of lpfA1-2 and lpfA2-1 alleles. With the ex-
ception of one strain, all O55:H7 strains were lpfA1-3 and
lpfA2-2, thus confirming previous findings with EHEC
O157:H7 and LEE-negative STEC strains (10, 26), that dem-
onstrated that the presence of these two alleles is a reliable way
to detect O157:H7 strains and the closely related O55:H or
O55:H7 serotypes. Although different combinations of these
alleles were detected in aEPEC serotypes, we found that seven
O119:H2 isolates carried the lpfA1-2 allele and were negative
for lpfA2 (Table 3). Seven other isolates from different sero-
types were also positive for the lpfA1-1 allele and negative for
lpfA2, and these alleles were found in rare tEPEC and aEPEC
serotypes. Finally, a large number of EPEC strains were neg-
ative for both lpfA1 and lpfA2, and no correlation with diarrhea
was observed (Table 2).
We also found that all strains of the traditional aEPEC
serotypes O55:H7, O119:H2, and O128:H2 carried paa and all
O119:H2 strains carried only lpfA1-2 and lacked lpfA2. In con-
trast, the O26:H strains showed different allele combinations
which may reflect distinct H types (serotypes); however, with
one exception, they possessed the lpfA1-2 and lpfA2-1 alleles.
In addition, tEPEC strains of serotypes O111:H and O111:
H2, which were the most prevalent isolates in Sa˜o Paulo, Bra-
zil, in the past (28), carried none of the genes investigated.
The three strains that harbored espP (O26:H, NT:H, and
R:H) carried this gene on large plasmids, which also con-
tained ehxA, although only one possess katP (Table 3). These
findings suggest that these strains could comprise EHEC
strains that have lost the stx genes (EHEC-LST) (5, 7). In six
strains (two tEPEC and four aEPEC strains) that carried both
bfpA and toxB, Southern blot analysis indicated that toxB is
either located in pEAF or in another plasmid of similar size
(data not shown).
In conclusion, we showed that a subgroup of aEPEC strains,
producing the LAL pattern and FAS positivity on HeLa cells,
are statistically associated with diarrhea. In addition, the prev-
alence of the STEC adhesin-encoding genes studied is higher
in aEPEC than in tEPEC, possibly reflecting an apparently
closer relationship of some aEPEC strains to the STEC patho-
type. Our case control analysis showed a trend of the paa gene
to be associated with aEPEC diarrhea. However, more studies
are necessary to confirm that these genes are expressed during
human infections and to understand how they contribute to
host colonization.
TABLE 4. Distribution of STEC adhesin-encoding genes among
tEPECa strains of distinct serotypes
Serotype No. of strains STEC adhesin-encoding gene
lpfA1
type
lpfA2
type
O55:H 1 paa 3 2
1 1
O55:H6 4 1
1
O86:H34 1
1 1
O88:H25 5 2 1
1 iha 2 1
O111:H 6
O111:H2 6
O119:H6 3 paa
3
O127:H6 1 toxB 1
O127:H40 1
1 toxB
O142:H6 2 iha 1
2b paa 1
O142:H34 2 1
1 iha 1
O145:H45 1 1,2 1
2 1
a E. coli strains carrying eae and bfpA and lacking stx genes, with all strains
producing BFP.
b Only these two strains lacked the EAF probe sequence.
3336 NOTES J. CLIN. MICROBIOL.
This work was supported by Fundac¸a˜o de Amparo a` Pesquisa do
Estado de Sa˜o Paulo (FAPESP; grant 08/53812-4) and Programa de
Apoio a Nu´cleos de Exceleˆncia (PRONEX MCT/CNPq/FAPERJ).
The work in A.G.T.’s laboratory was supported by NIH/NIAID grant
no. 5R01AI079154-03.
The contents of this article are solely the responsibility of the au-
thors and do not necessarily represent the official views of the NIAID
or NIH.
REFERENCES
1. Abe, C. M., et al. 2009. Virulence features of atypical enteropathogenic
Escherichia coli identified by the eae EAF-negative stx-genetic profile.
Diagn. Microbiol. Infect. Dis. 64:357–365.
2. Afset, J. E., et al. 2006. Identification of virulence genes linked with diarrhea
due to atypical enteropathogenic Escherichia coli by DNA microarray anal-
ysis and PCR. J. Clin. Microbiol. 44:3703–3711.
3. Badea, L., et al. 2003. Contribution of Efa1/LifA to the adherence of enter-
opathogenic Escherichia coli to epithelial cells. Microb. Pathog. 34:205–215.
4. Batisson, I., et al. 2003. Characterization of the novel factor Paa involved in
the early steps of the adhesion mechanism of attaching and effacing Esche-
richia coli. Infect. Immun. 71:4516–4525.
5. Bielaszewska, M., et al. 2008. Shiga toxin-negative attaching and effacing
Escherichia coli: distinct clinical associations with bacterial phylogeny and
virulence traits and inferred in-host pathogen evolution. Clin. Infect. Dis.
47:208–217.
6. Brunder, W., H. Schmidt, M. Frosch, and H. Karch. 1999. The large plas-
mids of Shiga toxin-producing Escherichia coli (STEC) are highly variable
genetic elements. Microbiology 145:1005–1014.
7. Bugarel, M., L. Beutin, F. Scheutz, E. Loukiadis, and P. Fach. 2011. Iden-
tification of genetic markers for differentiation of Shiga toxin-producing,
enteropathogenic, and avirulent strains of Escherichia coli O26. Appl. Envi-
ron. Microbiol. 77:2275–2281.
8. Dulguer, M. V., et al. 2003. Atypical enteropathogenic Escherichia coli
strains: phenotypic and genetic profiling reveals a strong association between
enteroaggregative E. coli heat-stable enterotoxin and diarrhea. J. Infect. Dis.
188:1685–1694.
9. Dziva, F., A. Mahajan, P. Cameron, C. Currie, and I. J. McKen. 2007. EspP,
a Type V-secreted serine protease of enterohaemorrhagic Escherichia coli
O157:H7, influences intestinal colonization of calves and adherence to bo-
vine primary intestinal epithelial cells. FEMS Microbiol. Lett. 271:258–264.
10. Galli, L., A. G. Torres, and M. Rivas. 2010. Identification of the long polar
fimbriae gene variants in the locus of enterocyte effacement-negative Shiga
toxin-producing Escherichia coli strains isolated from humans and cattle in
Argentina. FEMS Microbiol. Lett. 308:123–129.
11. Gomes, T. A. T., et al. 2004. Emerging enteropathogenic Escherichia coli
strains? Emerg. Infect. Dis. 10:1851–1855.
12. Hernandes, R. T., W. P. Elias, M. A. M. Vieira, and T. A. T. Gomes. 2009. An
overview of atypical enteropathogenic Escherichia coli. FEMS Microbiol.
Lett. 297:137–149.
13. Kaper, J. B., J. P. Nataro, and H. L. Mobley. 2004. Pathogenic Escherichia
coli. Nat. Rev. Microbiol. 2:123–140.
14. Kaper, J. B. 1996. Defining EPEC. Rev. Microbiol. 27:130–133.
15. Knutton, S., T. Baldwin, P. H. Williams, and A. S. McNeish. 1989. Actin
accumulation at sites of bacterial adhesion to tissue culture cells: basis of a
new diagnostic test for enteropathogenic and enterohemorrhagic Escherichia
coli. Infect. Immun. 57:1290–1298.
16. Moreira, F. C., et al. 2008. Escherichia coli strains of serotype O51:H40
comprise typical and atypical enteropathogenic E. coli strains and are po-
tentially diarrheagenic. J. Clin. Microbiol. 46:1462–1465.
17. Paton, A. W., and J. C. Paton. 2002. Direct detection and characterization of
Shiga toxigenic Escherichia coli by multiplex PCR for stx1, stx2, eae, ehxA,
and saa. J. Clin. Microbiol. 40:271–274.
18. Paton, A. W., P. Srimanote, M. C. Woodrow, and J. C. Paton. 2001. Char-
acterization of Saa, a novel agglutinating adhesion produced by locus of
enterocyte effacement-negative Shiga-toxigenic Escherichia coli strains that
are virulent for humans. Infect. Immun. 69:6999–7009.
19. Paton, J. C., and A. W. Paton. 1998. Pathogenesis and diagnosis of Shiga
toxin-producing Escherichia coli infections. Clin. Microbiol. Rev. 11:450–479.
20. Robins-Browne, R. M., et al. 2004. Escherichia coli and community-acquired
gastroenteritis, Melbourne, Australia. Emerg. Infect. Dis. 10:1797–1805.
21. Scaletsky, I. C. A., K. R. S. Aranda, T. B. Souza, N. P. Silva, and M. B.
Morais. 2009. Evidence of pathogenic subgroups among atypical entero-
pathogenic Escherichia coli strains. J. Clin. Microbiol. 47:3756–3759.
22. Szalo, I. M., et al. 2002. Presence in bovine enteropathogenic (EPEC) and
enterohaemorrhagic (EHEC) Escherichia coli of genes encoding for putative
adhesins of human EHEC strains. Res. Microbiol. 153:653–658.
23. Tarr, P. I., et al. 2000. Iha: a novel Escherichia coli O157:H7 adherence-
conferring molecule encoded on a recently acquired chromosomal island of
conserved structure. Infect. Immun. 68:1400–1407.
24. Tatsuno, I., et al. 2001. toxB gene on pO157 of enterohemorrhagic Esche-
richia coli O157:H7 is required for full epithelial cell adherence phenotype.
Infect. Immun. 69:6660–6669.
25. Tennant, S. M., et al. 2009. Characterization of atypical enteropathogenic E.
coli strains of clinical origin. BMC Microbiol. 9:117.
26. Torres, A. G., et al. 2009. The long polar fimbriae genes of pathogenic
Escherichia coli strains as reliable markers to identify virulent isolates.
J. Clin. Microbiol. 47:2442–2451.
27. Torres, A. G., et al. 2002. Identification and characterization of lpfABCCDE,
a fimbrial operon of enterohemorrhagic Escherichia coli O157:H7. Infect.
Immun. 70:5416–5427.
28. Trabulsi, L. R., R. Keller, and T. A. T. Gomes. 2002. Typical and atypical
enteropathogenic Escherichia coli. Emerg. Infect. Dis. 8:508–513.
29. Vieira, M. A. M., et al. 2010. Prevalence and characteristics of the O122
pathogenicity island in typical and atypical enteropathogenic Escherichia coli
strains. J. Clin. Microbiol. 48:1452–1455.
30. Vieira, M. A. M., et al. 2001. Phenotypic and genotypic characteristics of
Escherichia coli strains of non-enteropathogenic E. coli (EPEC) serogroups
that carry eae and lack the EPEC adherence factor and Shiga toxin DNA
probe sequences. J. Infect. Dis. 183:762–772.
VOL. 49, 2011 NOTES 3337
